The Hrd1 antibody (#NB100-2526) was from Novus Biologicals.
milk in TBS-Tween, membranes were probed at 4°C overnight with the primary antibodies and then for 1 hour at room temperature with the HRP-conjugated secondary antibodies. The chemiluminescent protein-antibody complexes were visualized with the Fuji LAS 3000 CCD camera (Fujifilm, Tokyo, Japan) and quantified with the AIDA software (Raytest GmbH, Straubenhardt, Germany).
Fractionated extraction of nuclear and cytosolic proteins
After treatment and washing with ice-cold PBS, cells were incubated with 100 µL of buffer 1 (10 mM HEPES pH 7.5, 0.1 mM EDTA, 0.1 mM EGTA, 10 mM KCl. Add 1% NP40, 1 mM DTT, 0.5mM PMSF and Complete Protease Inhibitor (Roche)). The obtained lysate was scraped into a microcentrifuge tube and incubated on ice for 15 minutes with vigorous vortexing every 3 minutes. After centrifugation in a table top centrifuge at maximum speed for 5 minutes, the supernatant containing the cytosolic fraction was collected. The pellet containing the nuclear fraction was washed once with 200 µL of buffer 1, followed by 5 minutes centrifugation at maximum speed. The supernatant was completely removed and the pellet was resuspended in 20 µL of Buffer 2 (20 mM HEPES pH 7.5, 1 mM EDTA, 0.1 mM EGTA, 420 mM NaCl, 1 mM DTT, 0.5mM PMSF and Complete Protease Inhibitor (Roche)). After incubating on ice for 15 minutes with vigorous vortexing every 3 minutes followed by centrifugation in a table top cenatrifuge at maximum speed for 5 minutes, the supernatant was transferred to a microcentrifuge tube containing 20 µL of buffer 3 (20 mM HEPES pH 7.5, 1mM EDTA, 0.1 mM EGTA, 100 mM KCl, 20 % glycerol, 1% NP 40 , 1 mM DTT , 0.5mM PMSF and Complete Protease Inhibitor (Roche)) and mixed well, thus obtaining the dissolved nuclear fraction.
Real-time quantitative polymerase chain reaction (RTqPCR)
Total RNA was extracted following the instructions of the peqGOLD Total RNA Kit from Peqlab. RNA concentration and purity was then measured with the Nanodrop. cDNA synthesis was performed according to the protocol of the High Capacity cDNA Reverse Transcription Kit with RNase Inhibitor from Applied Biosystems. For each sample 1µg of RNA was used as a template for transcription. The RT-qPCR was carried out using the LightCycler 480 SYBR Green I Master (Roche Diagnostics) in a reaction volume of 21 µL. Both for the gene of interest, murine HO-1, and the reference gene, murine hypoxanthin-phosphoribosyl-transferase (HPRT), the QuantiTect Primer Assays from Qiagen were ordered and diluted following the instructions of the manufacturer. The following PCR program was run: One denaturation step (10 min at 95°C) followed by up to 40 amplification cycles (annealing step: 30 s at 61°C and elongation step: 15 s at 72°C). The amplification of one specific product was verified by analyzing the melting curves of the amplified DNA and the data were then analyzed using the Light Cycler LC480 Software (Roche Diagnostics) and the 2 -ΔΔ Ct method.
Determination of mitochondrial function by extracellular flux analysis (evaluation and inhibitor concentrations)
Basal respiration was defined as oxygen consumption rate ( 
